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Abstract. More than 300 bio-active compounds have been
identified from bee propolis in various regions of the world.
The objective of this study was to examine whether the
ethanol extracts of Chinese and Brazilian propolis may exert
anticancer activities in four human colon carcinoma cell
lines, namely CaCo2, HCT116, HT29 and SW480. Propolis
samples were extracted with ethanol, and the crude extracts
were dissolved in dimethylsulfoxide and used for the
experiments. In HCT116, HT29 and SW480 cell lines, the
extracts of both Chinese and Brazilian propolis caused a
marked dose-dependent growth inhibition, with IC50 values
in the range of 4-41 μg/ml. In HCT116 cell line, Chinese
propolis extract induced apoptosis in the cells after 72 h of
treatment. In addition, Chinese propolis extract caused a
dose-dependent increase in the cellular mRNA levels of
p21CIP1 and p53 in the HCT116 cell line. These findings
indicate that the ethanol extracts of propolis contain compo-
nents that may have anticancer activity. Thus, propolis and
related products may provide a novel approach to the
chemoprevention and treatment of human colon carcinoma.

Introduction

There is growing interest in the use of natural products to
aid in the maintenance of human health. Natural products
contain a wide variety of chemical compounds that have
potent biological effects, including anticancer activity (1).
Identification of the active components and their mechanism
of action is important to assess their potential for clinical use
and possible diverse side effects. Propolis is a natural product
derived from various plant resins collected by honeybees,
and has been used as a folk medicine for centuries in Europe,
North and South America, China and Japan (2). Propolis has
been reported to exhibit a broad spectrum of activities

including antibacterial, antifungal, antiviral, anti-inflammatory,
antioxidant, hepatoprotective, and anticancer properties (2,3).
Propolis from Europe, North and South America, Asia and
Africa differ in their composition because of the differences
in the local vegetation (2,3). The medical application of
propolis has led to increased interest in its chemical compo-
sitions and its botanical origins since polyphenol compounds
and their derivatives have been identified in propolis (2,3).

Colon carcinoma is a common malignancy ranking third
in frequency on a world wide basis and causes about
500,000 deaths annually (4). This malignancy is most common
in developed countries of Western world, and mortality rate
of this disease is rising (4). It is thought that one-third of
human carcinoma might be associated with dietary habits and
lifestyle (5) and dietary factors are known to be critical modu-
lators of the development of human colon carcinoma (6,7).
Despite recent clinical advances, colon carcinoma still remains
a major issue because of its incidence, morbidity, and
mortality (4,8,9). One promising approach to reduce the
incidence and improve the prognosis of this malignancy
may be chemoprevention (1,10).

Although the above-described findings are noteworthy, so
far there is only a limited number of studies that examined
possible anticancer activities of propolis. Therefore, in the
present study we used a spectrum of 4 human colon carcinoma
cell lines to screen Chinese and Brazilian propolis for their
effects on cell proliferation, cell cycle progression, apoptosis,
and the levels of expression of cell cycle control molecules.

Materials and methods

Propolis. Chinese and Brazilian propolis [26.9% (w/w)] was
provided by API Company Ltd. (Gifu, Japan) and ground to
powder. The powder was extracted with ethanol, filtered and
evaporated under reduced pressure to remove ethanol. The
remaining crude extracts were dissolved in dimethylsulfoxide
(DMSO) (Sigma Chemical Co., St. Louis, MO) at a final
concentration of 100 mg/ml and stored at -20˚C until use.

Cell lines and culture. Human colon carcinoma cell lines
CaCo2, HCT116, HT29 and SW480 were generously
provided by Dr I. Bernard Weinstein (Comprehensive Cancer
Center, College of Physicians and Surgeons, Columbia
University, New York). Normal human colon epithelial cell
line FHC was obtained from American Type Culture
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Collection (ATCC, Manassas, VA). Cells were grown in
Dulbecco's modified Eagle's medium (DMEM) (Wako Life
Science Reagents, Osaka, Japan) supplemented with 10%
(v/v) heat-inactivated fetal bovine serum (FBS) (BioWest,
Miami, FL) in an incubator with humidified air with 5% CO2

at 37˚C.

Cell proliferation assays. These assays were performed as
recently described (11,12). Cell proliferation was measured
by using an MTT assay kit (Roche Diagnostics Corp.,
Indianapolis, IN) that measures a purple formazan compound
produced by viable cells. Cells (700 cell per well) were
plated onto 96-well plates in DMEM containing 10% FBS.
After culturing overnight, cells were treated with the indicated
concentrations of the extract of Chinese and Brazilian
propolis for 72 h. Each concentration was tested in triplicate.
After treatment, cells were labeled with 10 μM of MTT
reagent for 4 h at 37˚C and then incubated with 100 μM of
solubilization solution at 37˚C overnight. The quantity of
formazan product was measured by using a spectropho-
tometric microtiter plate reader (Multiskan JX, Thermo
Fisher Scientific, Yokohama, Japan) at 570 nm wavelength.
The data were analyzed using Ascent Software version 2.6
computer program (Thermo Fisher Scientific). Results were
expressed as a percentage of growth (% cell viability), with
100% presenting control cells treated with DMSO alone.
With the FHC cell line, cell proliferation was also measured
by using a Coulter Counter (Z1, Becton-Dickinson, Franklin
Lakes, NJ). Cells (1.5x105 cells per dish) were plated onto
9-cm-diameter culture dishes and then treated with either
DMSO or the indicated concentrations of the extract of
Chinese propolis in DMEM containing 10% FBS for 72 h.
After treatment, cells were trypsinized, and the numbers of
attached viable cells were counted using a Coulter Counter
(Becton-Dickinson). Each concentration of the extract was
tested in duplicate. Results were expressed as a percentage of
growth (% cell viability), with 100% presenting control cells
treated with DMSO alone.

Flow cytometry analysis. The analysis was also performed as
recently described (11,12). HCT116 and HT29 cells were
plated onto 9-cm diameter culture dishes (1.5x105 cells per
dish) in DMEM plus 10% FBS and cultured to yield 50-60%
confluence. Cells were then treated with DMSO or 10 and
20 μg/ml extract of Chinese propolis. After 72 h of treatment,
both adherent floating cells were harvested, washed twice
with phosphate buffered saline (PBS), fixed with 70% ethanol,
centrifuged, resuspendend in 400 μl of 2 mg/ml RNase
(Nacalai Tesque, Kyoto, Japan), stained with 0.1 mg/ml
propidium iodide (PI, Nacalai Tesque), and filtrated through
a nylon mesh (Tokyo Screen Co., Ltd., Tokyo, Japan). Flow
cytometric analysis was performed on a FACSCalibur
instrument (Becton-Dickinson) as previously described
(11,12). The distribution of cells in the sub-G1, G1, S and
G2-M phases of the cell cycle were calculated using CellQuest
Pro computer program (Becton-Dickinson).

Reverse transcription-polymerase chain reaction (RT-PCR)
analysis. These assays were performed by established
procedures (11,12). Total RNA was isolated from frozen cells

treated with 10 or 20 μg/ml extracts of Chinese propolis for
72 h using a TRIzol reagent (Invitrogen Life Technologies,
Inc., Rockville, MD) as recommended by the manufacturer.
cDNA was amplified from total RNA (100 ng) using a
SuperScript III One-Step RT-PCR System (Invitrogen Life
Technologies). PCR was conducted for 21-35 cycles in a
Takara PCR Thermal Cycler SP TP-400 (Takara Bio Inc.,
Tokyo, Japan). The primers used for amplification were as
follows: p21CIP1-specific primer set, C-3F (5'-CCTTAGCCT
TCATTCAGTGT-3') and C-4R (5'-GCCAGGATCAGA
AACACAGC-3'); p53-specific primer set, P-2F (5'-CAG
CGACAGGGTCACCTAAT-3') and P-3R (5'-GTGGAT
AGTGGTATAGTCGG-3'). ß-actin-specific PCR products
for the same RNA samples were simultaneously amplified
and served as internal controls. Primers BA-F2 (5'-GGG
TATGGGTCAGAAGGACT-3') and BA-R2 (5'-TGTAGC
CACGCTCGGTCAGG-3') were used for amplification of
ß-actin. Each amplification cycle consisted of 0.5 min at
94˚C for denaturing, 0.5 min at 55˚C for primer annealing,
and 1 min at 72˚C for extension. PCR products were analyzed
by agarose gel electrophoresis and stained with ethidium
bromide. The results were confirmed by repeating experiments.
mRNA expression levels were analyzed with ImageJ computer
program (Image J software, National Institutes of Health,
Bethesda, MD).

Statistical analysis. In cell proliferation, flow cytometry and
RT-PCR assays, statistical differences between cells treated
with DMSO (control) and those treated with each propolis
extract were evaluated by Student's t-test. Significance was
established at P<0.05.

Results

Effects of extracts of Chinese and Brazilian propolis on the
growth of several human colon carcinoma cell lines. To
examine the growth inhibitory activity of each extract from
Chinese and Brazilian propolis in several human colon
carcinoma cell lines, we generated dose-response curves using
MTT assays. In the CaCo2, HCT116, HT29 and SW480 cell
lines, extracts from Chinese and Brazilian propolis caused a
significant growth inhibition in a dose-dependent manner,
with IC50 values in the range of 4-41 μg/ml (Fig. 1 and Table I).
The CaCo2 cell line treated with each extract displayed lower
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Table I. Growth inhibitory activities of the ethanol extracts
of Chinese and Brazilian propolis samples.
–––––––––––––––––––––––––––––––––––––––––––––––––

IC50 (μg/ml)
Cell line –––––––––––––––––––––––––––––––––––

Chinese propolis Brazilian propolis
–––––––––––––––––––––––––––––––––––––––––––––––––
CaCo2 >50 >50
HT29 19.0±1.1 38.9±0.4
HCT116 12.2±0.8 41.0±7.4
SW480 4.4±0.2 32.5±11.1
–––––––––––––––––––––––––––––––––––––––––––––––––
Each value indicates mean ± SD.
–––––––––––––––––––––––––––––––––––––––––––––––––
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growth inhibition than that of other 3 human colon carcinoma
cell lines when cells were grown for 72 h (Fig. 1 and Table I).
In the HCT116, HT29 and SW480 cell lines the IC50 values
of the extract of Chinese propolis were lower than those of
Brazilian propolis (Table I), indicating that these cell lines
were more sensitive to the extract from Chinese propolis than
that from Brazilian propolis. Thus, the SW480 cells were the
most sensitive to the extract from Chinese propolis. We then
examined whether the extract of Chinese propolis affects the
growth of normal human colonic epithelial cells. The FHC,
HCT116 and HT29 cell lines were treated with 5-40 μg/ml
propolis extract for 72 h, and then cell viability were deter-
mined by generating growth curve using a Coulter Counter
(Becton-Dickinson) as described in the Materials and methods
section. The extract of Chinese propolis caused only a marginal
growth inhibition on the FHC normal human colonic epithelial
cell line (Fig. 2). When FHC, HCT116 and HT29 cell lines
were treated with 40 μg/ml propolis extract, the growth
inhibition rate was about 30% in the FHC cell line, whereas it
was about 90% in the other 2 cell lines (Fig. 2).

Effects of extract of Chinese propolis on apoptosis. Because
we found that the extract of Chinese propolis causes a
marked growth inhibition on the HCT116 and HT29 cells,
we further investigated whether the extract also induces

apoptosis in these cell lines. After treating cells with DMSO
or 10 and 20 μg/ml propolis extract for 72 h, flow cytometry
analysis was performed to detect sub-G1 fraction. In the
HCT116 cell line, at concentrations of 10 and 20 μg/ml the
extract of Chinese propolis caused a marked increase (up to
15-35%) in sub-G1 fraction of cells in a dose-dependent
fashion (Fig. 3A). The propolis extract (20 μg/ml) caused a
significant increase of cells in sub-G1 and this increase was
associated with a concomitant relative decrease of cells in the
G1, S and G2-M phases of the cell cycle (Fig. 3A). In contrast,
sub-G1 fraction did not change in the HT29 cell line (Fig. 3B).
In these assays, a significant increase in G1 was not seen in
these two cell lines (HCT116 and HT29) after the addition of
the propolis extracts.

Effects of extract of Chinese propolis on the levels of
expression of specific genes involved in cell cycle control.
Since we found that the propolis extracts inhibits the growth
of human colon carcinoma cells, it was of interest to examine
the effects of the extract of Chinese propolis on cellular
mRNA levels of genes that control cell cycle progression and
to determine whether p53 status influences the effect of the
extract. We treated HCT116 (p53 wild-type) and HT29 (p53
mutant) cells with DMSO (control) or 10 and 20 μg/ml
propolis extracts. Total RNA was then isolated at 72 h after
the addition of the extracts. To quantify the expression levels
of mRNA, PCR products were generated during both plateau
and log-phase reactions by conducting 21-35 cycles of PCR
as described in a previous study (13). Using this approach,
these products have been shown to reflect corresponding
levels of mRNA by Northern blot assays (14,15). In the
HCT116 cell line, there was a dose-dependent increase in the
band intensity of p21CIP1 mRNA in samples treated with 10 and
20 μg/ml extracts of Chinese propolis, when compared to
samples treated with DMSO alone (Fig. 4). A significant
increase in p21CIP1 mRNA expression was seen in sample
treated with 10 μg/ml propolis extract. In contrast, the
band intensity of p21CIP1 mRNA did not change in the HT29
cell line (Fig. 4). When the HCT116 cells were treated with
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Figure 1. Inhibition of the growth by the extracts of Chinese (A) and Brazilian
(B) propolis in four of human colon carcinoma cell lines. Cells were treated
with ethanol extracts of propolis in the dose range of 0.75-50 μg/ml for 72 h
in DMEM plus 10% FBS. Results were expressed as a percentage of growth,
with 100% representing control cells treated with DMSO alone. Each concen-
tration of the extract was examined in triplicate and identical results were
obtained.

Figure 2. Effects of the ethanol extract of Chinese propolis in HCT116 and
HT29 human colon carcinoma cell lines and FHC human normal colonic
epithelial cell line. Cells were treated with the indicated concentrations of the
extract for 72 h in DMEM plus 10% FBS. Results were expressed as a
percentage of growth, with 100% representing control cells treated with
DMSO alone. Each concentration of the extract was examined in triplicate
and similar results were obtained.
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20 μg/ml propolis extract, there was also a significant
increase in band intensity of p53 mRNA but no significant
changes were seen in the HT29 cells.

Discussion

The present studies provide a detailed in vitro examination of
the growth inhibitory effects of the crude extracts of Chinese
and Brazilian propolis in a variety of human colon carcinoma
cell lines. In these studies, we found that the ethanol extracts
of both Chinese and Brazilian propolis inhibited the growth
of human colon carcinoma cell lines. These results clearly
indicate that the ethanol extracts of Chinese and Brazilian
propolis contain component(s) that may have antiproliferative
activity. The antiproliferative activity of propolis is consistent
with those reported to exert biological activities in other types
of carcinoma cells. For instance, the Netherlands and Brazilian
propolis exhibited antiproliferative activities in murine 26-L5
colon carcinoma, murine B16-BL6 melamona, human HT1080
fibrosarcoma, and human A549 lung adenocarcinoma cell
lines (16,17). Also, the Chilean propolis inhibited the
growth of human KB mouth epidermoid carcinoma and
DU145 androgen intensive prostate carcinoma cell lines

(18). Therefore, our present findings together with the
above-described data demonstrate the broad spectrum of
antiproliferative properties of the propolis extracts in a
various carcinoma cell lines. In the current study, we used
four human colon carcinoma cell lines to screen antipro-
liferative effects of the propolis extracts. Of these, HCT116,
HT29 and SW480 cell lines were more sensitive to growth
inhibition by the propolis extracts because CaCo2 cell line
requires much higher concentration (>50 μg/ml) of the extract
for growth inhibition than the other 3 cell lines (Table I). In
a previous study, it is demonstrated that highly proliferating
cells are critical to growth inhibition by the extract of Bilberry
(Vaccinium myrtillus) (19). The growing rate of the HCT116
and SW480 cell line is as about 5 to 10 times higher than that
of the CaCo2 cell line (20). In the current study the extract of
Chinese propolis showed only a marginal growth inhibition
in human normal colonic epithelial cells, whereas in HCT116
and HT29 colon carcinoma cells the extract caused a marked
and sustained decrease in growth. These findings may
explain why susceptibility to growth inhibition differs
depending on cell lines.

More than 300 compounds have been identified in propolis
products. These include flavonoids, polyphenols, phenolic
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Figure 3. Effects of the ethanol extract of Chinese propolis on cell cycle progression and apoptosis in HCT116 (A) and HT29 (B) cell lines.  Cells were treated
with DMSO or 10 and 20 μg/ml extract of Chinese propolis for 72 h. The data indicate the percentage of cells in the indicated phase of the cell cycle.
Asterisks indicate a statistically significant difference between cells treated with DMSO and the extract (P<0.05).

Figure 4. Effects of the extract of Chinese propolis on the cellular mRNA levels of p21CIP1 (A) and p53 (B). HCT116 and HT29 cells were treated with DMSO
(control) or the extract of Chinese propolis for 72 h in DMEM plus 10% FBS. ß-actin was used as an internal control. The results are the means ± SD from
densitometric analysis representing relative band intensity in each RNA sample. Asterisks indicate a statistically significant difference between cells treated
with DMSO and the extract (P<0.05).
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aldehydes, terpenoids, coumarines, amino acids, steroids and
inorganic compounds (2). Propolis products originating from
Europe and China contain many types of flavonoids and
phenolic acid esters (21), whereas propolis of Brazilian origin
is composed mainly of artepillin C, terpenoids and prenylated
derivatives of p-coumaric acid (22,23). Benzyl caffeate and
phenethyl caffeate isolated from the methanol extract of
Chinese propolis do exert antiproliferative activity in murine
colon carcinoma cells (21). It has also been demonstrated
that the ethanol extracts of propolis derived from the
Netherlands and China show a marked cytotoxicity, while the
Brazilian and Peruvian propolis extracts exhibit mild
cytotoxicity (16). The constituents of propolis depend on the
phyto-geographical factors such as plant sources, specific
location of plant distribution, and seasonal time periods (2).
These factors may influence the biological activities and
amount of active components of propolis. We found that the
extracts of Chinese propolis exhibit stronger growth
inhibitory effects than that of Brazilian propolis (Fig. 1 and
Table I), indicating that the chemical composition of propolis
may differ depending on the above-described factors.

Because we found that the propolis extracts inhibit the
growth of human colon carcinoma cells, we further determined
whether the extracts induce apoptosis in these cells. In the
current study, treatment of human colon carcinoma cells with
Chinese propolis extracts at dose levels of 10 and 20 μg/ml
caused a marked sub-G1 fraction in flow cytometry analysis,
indicating that Chinese propolis is a powerful inducer of
apoptosis in human colon carcinoma cells. Thus, the growth
inhibitory activity of propolis may be associated with the
induction of apoptosis. The present results are in accordance
with previous studies demonstrating that ethanol extracts and
a compound propolin isolated from Taiwanese propolis induce
apoptosis in human A2058 melanoma cells (24,25).

p21CIP1 is of particular interest since this molecule plays a
critical role in the development of human colon carcino-
genesis by negatively regulating the activity of cyclin D1-
cyclin- dependent kinase (CDK) complex via a p53-dependent
or independent mechanism (26). In the present study, we
therefore examined the expression levels of p21CIP1 and p53
mRNA. In p53 wild-type HCT116 cells, the extract of
Chinese propolis caused a dose-dependent increase in the
cellular mRNA levels of p21CIP1 and p53. In contrast, in
HT29, a p53-mutant cell line, the mRNA expression levels of
these two genes did not change. The results presumably
indicate that p53 status, at least in part, is critical to the
antiproliferative activity of propolis in HCT116 human colon
carcinoma cells. It is well known that wild-type p53 induces
apoptosis (27). Therefore, these findings suggest that the
induction of p21CIP1 and p53 may cooperate with the induction
of apoptosis and thereby further contribute to growth
inhibition by propolis in the wild-type p53 expressing HCT116
cells (28). As such, we questioned why p53-mutant cell lines
HT29 and SW480 (29) are sensitive to the treatment of the
propolis extract. p53-independent pathways may be involved
but this issue warrants further investigation. Most patients
with colorectal carcinoma present an increased expression of
cyclooxygenase-2 (COX-2) in their neoplastic tissues (30).
Thus, we also examined the expression levels of COX-2
mRNA in HT29 cells since these cells highly express COX-2

that is only slightly expressed by HCT116 cells (31,32). The
extract (10 and 20 μg/ml) of Chinese propolis decreased the
cellular expression of COX-2 mRNA by about 20-35% in
HT29 cells (data not shown).

Among the more than 300 compounds identified in
propolis samples (2), caffeic acid phenethyl ester (CAPE)
inhibit the growth and induce G1-phase arrest and apoptosis
in HCT116 and SW480 cells, by decreasing mRNA and
protein expression of cyclin D1 and c-myc (33,34). In human
HT1080 fibrosarcoma cells CAPE also decrease mRNA
expression of matrix metalloproteinase (MMP) that plays a
pivotal role in tumor metastasis by cleavage of extracellular
matrix (35). Chrysin has been shown to exert anti-inflam-
matory and anti-carcinogenic effects through the inhibition of
mRNA expression of interleukin-1ß (IL-1ß), inducible nitric
oxide synthase (iNOS), and COX-2 (36,37). Artepillin C
derived from Brazilian propolis caused a dose-dependent
decrease in growth of CaCc2 human colon carcinoma cells,
and it arrested the cells in G0/G1 phase via a stimulation of
p21CIP1 mRNA expression (38). In addition to in vitro studies,
aqueous and ethanol extracts of Brazilian propolis can suppress
the occurrence of azoxymethane-induced aberrant crypt foci
(ACF) in rats (39). It has also been reported recently that
dietary artepillin C inhibits the formation of ACF in mice (40).

The current studies provide evidence that the ethanol
extracts of Chinese and Brazilian propolis inhibit the growth
and induce apoptosis in cell cultures of human colon carci-
noma cells, strongly indicating that the extracts contain
components possessing anticancer activity. It is of interest
whether the ethanol extract of propolis is useful in the
chemoprevention of and/or chemotherapy of human colon
carcinoma. Thus, the important consideration is whether or
not, following oral administration, sufficient blood and tissue
levels can be achieved and whether the extract exerts signi-
ficant adverse side effects. To address these issues, further
studies are in progress to identify the active component of the
extracts and the precise molecular mechanism by which the
extracts inhibit the growth of human colon carcinoma cells.
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